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P-Postlabeling Analysis
DNA adducts were measured according to published protocols. In brief, DNA was hydrolyzed to 3'-phosphodeoxynucleotides by incubation with 0.25 U micrococcal endonuclease and 2.5 g calf spleen phosphodiesterase for 3 hours at 37C. Nuclease P 1 was added to the digests to enhance the sensitivity of Biochemical, OH). An aliquot (5-20 l) of each sample was subjected to two-dimensional chromatography using polyethyleneimine cellulose-coated plastic plates, exposed to film, and the resultant autoradiogram was used to guide the excision of radioactive spots on the plates, as well as to excise a similar area to control for background activity. The total adducts were determined by summing the activities of adducts that appeared in the excised area. BaP-DNA adduct levels were expressed in RAL (Zavon M et al., 1973) , which was defined as (cpm adduct /cpm unadducted nucleotide ) x 10 9 . All samples were analyzed in at least twice in separate experiments. (TSS)  +1  TTCTATGCAAAGCAAAAAGCCAGCAGCAGCCCCAAGCTGATAAGATTAAT  +51  CTAAAGAGCAAATTATGGTGTAATTTCCTATGCTGAAACTTTGTAGTTAA  +101  TTTTTTAAAAAGGTTTCATTTTCCTATTGGTCTGATTTCACAGGAACATT  +151  TTACCTGTTTGTGAGGCATTTTTTCTCCTGGAAGAGAGGTGCTGATTGGC  +201  CCCAAGTGACTGACAATCTGGTGTAACGAAAATTTCCAATGTAAACTCAT  +251  TTTCCCTCGGTTTCAGCAATTTTAAATCTATATATAGAGATATCTTTGTC  +301  AGCATTGCATCGTTAGCTTCTCCTGATAAACTAATTGCCTCACATTGTCA  +351  CTGCAAATCGACACCTATTAATGGGTCTCACCTCCCAACTGCTTCCCCCT  +401  CTGTTCTTCCTGCTAGCATGTGCCGGCAACTTTGTCCACGGACACAAGTG  +451  CGATATCACCTTACAGGAGATCATCAAAACTTTGAACAGCCTCACAGAGC  +501  AGAAGGTGAGTACCTATCTGGCACCATCTCTCCAGATGTTCTGGTGATGC  +551  TCTCAGTATTTCTAGGCATGAAAACGTTAACAGCTGCTAGAGAAGTTGGA  +601  ACTGGTGGTTGGTGGCAGTCCAGGGCACACAGCGAGGCTTCTCCCCTGCC  +651  ACTCTTTTTTCTGAGGGTTTGTAGGAAGTTTCCTCAGTTGGAGGGAGTGA  +701  GAGCTGCTCATCAAGGACTTCTCTGTCCGGTTGGAGGTTAACTCTGTCTC  +751  TTGCTCTCTCATTTCTGCCTGGACCAAGACTCTGTGCACCGAGTTGACCG  +801  TAACAGACATCTTTGCTGCCTCCAAGGTAAGAAGCCGTCCCACGGTCTGT  +851  TTTAGCAAATGGGGAGATCCATCCCCAAATGTCTGAACAAGAAACTTGTC  +901  TAATGGAAAACGAGCGGGCCCAAATTAACTCTAAGGTGTTAGATGTTTTC In the full model for Region 1, the linear and nonlinear terms of spline lnPAH were calculated from a restricted cubic spline function which included three knots located at PAH=1.1, (10 th percentile), 3.5 (PAH value where the spline function changed from increasing to decreasing), and 5.0 (90 th percentile). These turning points were identified by the GAM (exploratory) graphs. Based on the LRT statistics, (i) the addition of nonlinear lnPAH in the full model did not significantly improve the model fit (p >0.20), however (ii) lnPAH remained statistically significant (p<0.20). The positivity of the regression coefficient indicated that an increase in lnPAH was associated with an increase in ln-percent methylation (β x 10= + 1.07, p<0.01). Based on the LRT, linear lnPAH was statistically significant in the reduced model. The linear trend of lnPAH in the adjusted reduced model is shown in Figure 3A . The linear and nonlinear terms of the spline function of age at delivery in the full and reduced models were calculated from a restricted cubic spline function which included three knots located at age =19 (10 th percentile), 25 (value of age at delivery where the spline function changed from decreasing to increasing), and 30.5 (90 th percentile) respectively. Based on the LRT statistic, the nonlinear and linear terms of age at delivery were significant when modeled separately and together. Thus the final model included the spline function of age at delivery. In the final model, the linear and nonlinear regression coefficients β x10 of age at delivery were -0.21 (p=0.08) and +0.23 (p=0.06). The spline of lnPAH in the full and reduced models included three knots located at PAH=1.1, (10 th percentile), 3.5 (PAH value where the spline function changed from increasing to decreasing), and 5.0 (90 th percentile). Based on the LRT statistics, the nonlinear and linear terms of lnPAH were significant when modeled separately and together in the adjusted full and final models. .In the final model, the linear and nonlinear coefficients, β x10, of lnPAH were +1.15 (p<0.001) and -0.57 (p=0.04) respectively. Figure 3B shows that percent methylation increased as PAH increased until PAH reached approximately 3.5 ng/m 3 , and then the curve decreased, as suggested by the exploratory (GAM) graphs.. The spline function of age at delivery in the full and reduced models included four knots located at age =18.5 (10 th percentile), 21.8 (age value where the first change in the slope of the spline function occurred-decreasing to increasing), 29.1 (age value where the second change occurredincreasing to decreasing), and 30.5 (90 th percentile). In the final model, the linear and two nonlinear coefficients, (β x10), of age at delivery were -0.14 (p=0.22), +0.82 (p=0.07) and -1.53 (p=0.06) , respectively. Based on LRT statistics, the two nonlinear and the linear terms of age at delivery were significant when modeled separately and together.
